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ABSTRACT 


Disclosed are methods of producing a synthetic oligonucle- 
otide of selected nucleotide sequence which is internally 
functionalized at least one selected location with an ami- 
noalkylphosphotriester, and labelled with a nonradioactive 
material. Also disclosed are oligonucleotides produced by 
this method. 


2 Claims, 2 Drawing Sheets 
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AMINOALKYLPHOSPHOTRIESTER 
OLIGONUCLEOTIDE DERIVATIVES 
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BACKGROUND OF THE INVENTION 

There is at present growing interest in non-radioactively 
labelled modified oligode. oxynucleotides. Biotin (Agrawal 
et al. (1986) Nucl. Acids Res. 14:6227-6245; Agrawal 25 
(1989) Tet. Lett 30: 7025-7028), fiorophores (Cardullo et al. 

(1988) Proc. Natl. Acad. Sci. (USA) 85: 8790-8794; 
Agrawal et al. (1988) J. Cell Biology 107:468; Haralambidis 
et Oal. (1989) Nucl Acids Res. 18(3) :501-505), intercalat- 
ing (Helene et al. Oligodeoxynucleotides—Antisense Inhibi- 30 
tors of Gene Expression (Cohen, ed.) Macmillan Press 

(1989) pp. 137-1 66) and chelating reagents (Oser et al. 
(1988) Nucl Acids Res. 1 6: 1 1 8 1-1 1 96) attached to synthetic 
oligonucleotides are becoming important tools of molecular 
biology. A variety of enzymatic and chemical procedures 35 
have been developed for their synthesis (Matthews et al. 

(1988) Anal Biochem. 169: 1-25). Central to some of these 
procedures are (a) the introduction of a reactive group at 
either the 3- or 5'- terminus of the oligonucleotide (Agrawal 

et al. (1986) Nucl. Acids Res. 14:6227-6245; Agrawal 40 

(1989) Tet. Lett. 30:7025-7028; Fidanzaet al. (1989) J. Am. 
Chem. Soc. Ill: 9117-91 19; Nelson (1989) Nucl. Acids Res. 
17:7187-7194 or (b) the synthesis of modified nucleosides 
which contain the masked reactive group and are incorpo- 
rated into the nucleic acid (Fidanza et al. (1989) J. Am. 45 
Chem. Soc. Ill: 9117-9119). The presently-available meth- 
ods are useful, but are Emited in their usefulness for site 
specific internal non-radioactive labelling of synthetic oli- 
gonucleotides. 

50 

SUMMARY OF THE INVENTION 

The present invention relates to compounds consisting of 
a plurality of nucleosides including adenosine, myrnidine, 
cytidine, guanosine, and uridine, which are covalently 55 
linked by at least one aminoalkylphosphoramidate, ami- 
noalkylphosphotriester, or aminoalkylphosphorothioami- 
date residue. As used herein the terms "adenosine," "thy- 
midine," "cytodine," and "guanosine" are intended to 
include the ribose and deoxyribose forms of these nucleo- 60 
sides. 

The present invention also relates to a method of site 
specific functionalization of oligonucleotides of any 
sequence, length, or having any internucleotide linkage for 
non-radioactive labelling, as well as to the functionalized 65 
oligonucleotides and non-radioactively labelled oligonucle- 
otides produced by the method. This method makes it 


possible to modify one or more selected internucleoside 
phosphate (s) in a synthetic oligonucleotide in such a 
manner that it (they) can be used to incorporate a non- 
radioactive material into the molecule. In particular, the 
method of the present invention is used to modify one or 
more selected internucleoside phosphates in a synthetic 
oligodeoxynucleotide, oligoribonucleotide, or oligonucle- 
otide containing both deoxyribonucleotides and ribonucle- 
otides, to give aminoalkylphosphoramidate, aminoalky- 
lphosphotriester, or aminoalkylphosphorothioarnidate 
residues. The amino group(s) of the resulting modified 
residue(s) then further react with a non-radioactive label, 
such as biotin, fluorescein, or rhodamine (e.g., N-hydrox- 
ysuccinimide ester of biotin, N-caproyl amidobiotin, and a 
variety of fluorophore isothiocyantes), or derivatives 
thereof, to produce a non-radioactively labelled oligonucle- 
otide in which the label is present at a predetermined 
location or locations. 

In one embodiment the present method, an H-phospho- 
nate internucleoside linkage is oxidized with an appropri- 
ately protected diamine, such as N-l-trifluoroacetylhex- 
anediamine (CF 3 CONH(CH2) gNH^, N-l- 
trifluoroacetylpentanediamine (CF 3 CONH (CHj) 5 NH 2 ), 
N- 1-trifluoroacetylbutyldi amine (CF 3 CONH(CH 2 ) 4 NH 2 ), 
N- 1 -trifluoroacetylpropyldiamine (CF 3 CONH(CH 2 ) 3 NH 2 ), 
or N-l-trifluon>acetylethyldiamine 
(CF 3 CONH(CH :2 ) 2 NH 2 ), in the presence of an appropriate 
solvent, such as carbon tetrachloride, to give a phosphora- 
midate or phosphorothioamidate internucleoside linkage 
(Zwierzak (1975) Synthesis pp. 507-508; Froehler et al. 
(1989) Nucl. Acids Res. 16: 4831^839; Letsinger et al. 
(1988) J. Am. Chem. Soc. 110:4470-4471; Agrawal et al. 
(1988) Proc. Natl. Acad. Sci. (USA) 85:7079-7083; Jager et 
al. (1988) Biochem. 27: 7237-7246). Alternatively, the 
H-phosphonate internucleoside linkage is oxidized to give a 
phosphotriester internucleoside linkage with an appropri- 
ately protected aminoalkyl alcohol in N-methylimidazole- 
triemylamine-carbontetrachloride. The resulting phosphora- 
midate, phosphotriester, or phosphorothioamidate 
internucleoside linkage is stable under oligonucleotide 
assembly conditions using phosphoramidite chemistry 
(Caruthers et al. (1987) Meth. Enzymol. 154:287-313) and 
subsequent deprotection steps. 

The methods of the invention are used to produce non- 
radioactively labelled oligonucleotides which include anon- 
radioactive material at one or more sites and are useful in 
research and in the diagnosis and treatment of diseases and 
conditions of interest. 


BRIEF DESCRIPTION OF THE DRAWINGS 

The foregoing and other objects of the present invention, 
the various features thereof, as well as the invention itself 
may be more fully understood from the following descrip- 
tion, when read together with the accompanying drawings in 
which: 

FIG. 1A is a graphic representation of the results of 
analytical ion exchange HPLC of oligomers 1 (chromato- 
graph (a)), 2 (chromatograph (b)), and 5 (chromatograph (c 

FIG. IB is a graphic representation of the results of 
reversed phase HPLC of ion exchange purified oligomers 1 
(chromatograph (d)), 2 (chromatograph (e)), and 3 (chro- 
matograph (f)); 

FIG. 2A is a graphic representation of the results of 
reversed phase HPLC traces of oligomer 2 (chromatogram 
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(a)), and reaction mixture of oligomer with biotin N-hydrox- 
ysuccinimide (chromatograph (b)); and 

FIG. 2B is a graphic representation of the results of 
reversed phase HPLC traces of oligomer 5 (chromatograph 
(c)) and reaction mixture of oligomer 5 with biotin N-hy- 5 
droxysuccinimide (chromatograph (d)). 

DETAILED DESCRIPTION OF THE 
PREFERRED EMBODIMENTS 

The patent and scientific literature referred to herein 
establishes the knowledge that is available to those with skill 
in the art. The issued U.S. patent and allowed applications 
cited herein are hereby incorporated by reference. 

The present invention relates to a method of producing 15 
oligonucleotides which have a desired (selected) nucleotide 
sequence and which are labelled internally with a non- 
radioactive material or reporter group at one or more inter- 
nucleoside linkages. In the method of the present invention, 
one or more selected internucleoside phosphate residues are 20 
modified to produce aminoalkylphosphoramidate, ami- 
noalkylphosphotriester, or arnmoalkylphosphorothioarni- 
date residues which are present in an oligonucleotide at all 
or any number of selected positions. The amino group(s) in 
such modified (i.e., functionalized) residues is further 25 
reacted with a label or reporter group, resulting in produc- 
tion of a non-radioactively labelled oligonucleotide labelled 
internally at selected location(s). 

Briefly, the present method is carried out by oxidizing an 
H-phosphonate internucleoside linkage using an appropri- 30 
ately protected diamine or amino alcohol represented by the 
formulae YNH (CH 2 )„NH 2 , YNH(CH 2 )OH, in which "Y" is 
a base labile protecting group and "n" can be 2 or more. For 
example, an H-phosphate internucleoside is oxidized using 
N-l-trifluoroacetylethyldiamine (CF 3 CONH(CH2) 2 NH 2 ), 35 
N-l-trifluoroacetylpropyldiamine (CF 3 CONH(CH2) 3 NH 2 ), 
N- 1-trifluoroacetylbutyldiamine (CF 3 CONH(CH 2 ) 4 NH 2 ), 
N-l-trifluoroacetylpentanediamine 

(CF 3 CONH(CH 2 ) 5 NH 2 ), or N-l-trifluoracetylhexanedi- 
amine pentane (CF 3 CONH(CH2) 6 NH 2 ), in the presence of 40 
an appropriate solvent such as anhydrous carbon tetrachlo- 
ride. As a result, a primary aliphatic amine is incorporated at 
the internucleoside phosphate as a phosphoramidate. 

In the case of phosphotriester linkages, oxidation is car- 
ried out using a suitably protected amino alcohol, repre- 45 
sented by the formula YNH(CH 2 )„OH, in which "Y" is a 
base labile protecting group and "n" can be 2 or more. For 
example, an H-phosphonate internucleoside linkage is oxi- 
dized using FMOC — NH (CH^OH, FMOC— 
NH(CH 2 ) 3 OH, FMOC — NH(CH 2 ) 4 OH, FMOC— 50 
NH(CH 2 ) 5 OH, or N-l- 

fluoroenylmethyoxcarbonylaminohexanol (pentanol) 
(FMOC— NH(CH 2 ) 6 OH) in the presence of N-methylimi- 
dazole-triemylamine-carbon tetrachloride (at, e.g., 5:5:90). 

In the case of aminoalkylphosphorothioamidate linkages, 55 
oxidation is carried out using a suitably protected diamine as 
described above. 


The remaining nucleotides needed to produce the desired 
nucleotide sequence are covalendy added using art-recog- 
nized techniques, such as phosphoramidite, H-phosphonate 
chemistry, or methyl phosphoramidite chemistry (see, e.g., 
Uhlmann et al. (1990) Chem. Rev. 90:543-584; Agrawal et 
al. (1987) Tet. Lett. 28: (31) : 3539-3542); Caruthers et al. 
(1987) Metk. Enzymol. 154: 287-313; copending U. S. 
patent application Ser. No. 07/334,679 ("METHOD OF 
SYNTHESIZING OLIGONUCLEOTIDES AND THEIR 
ANALOGS ADAPTABLE TO LARGE SCALE SYNTHE- 
SIS," by S. Agrawal and P. Zamecnik, filed Apr. 6, 1989). 
After the desired oligonucleotide is produced, the protecting 
group present on the primary aliphatic amine or amino 
alcohol is removed. The unmasked amino group can now 
react with one or more selected labels or reporter groups. As 
a result, the oligonucleotide is non-radioactively labelled at 
one or more selected internal locations. One or both amino 
groups present in the diamine react with the selected label. 

The methods of the present invention are represented in 
three sets of steps below. The following is an explanation of 
those steps, with reference to the respective reactants and 
steps represented below. 


-NU2 + HO— Nni~ 


> 


X— Nu 2 — O— P— O— Nui - 
H 

©I +NHa(CH2)NH— Y 


- CPG (II) 


X— Nu 2 — O— P— O— Nui CPG (HI) 
NH(CH2)„NH— Y 


Nu 2 — O— P— O— Nui — CPG 

NH(CHi) n NH— Y 
(?) aqueous a 


CD 


Nu„... Nu 2 — O- 


X— Nu 2 + HO — Nui ~ CPG - — j> 


O 
11 

-P— O— Nui 
NH(CH 2 ) n NH 2 


CV) 
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-continued 


X— Nu 2 — O— P— O— Nu] ~CPG (II) 

| H 

(2) +HO(CH 2 )NH— Y 

^ 0 
II 

X— Nu 2 — O— P— O— Nm-^CPG (III) 


Nu n . 


i 

0(CH 2 ) n NlI-Y 


Nu 2 — O— P— O— Nui^CPG (IV) 
0(CH 2 ) n NH-Y 


-O— N Ul 


-P- 

I 

0(CH 2 ) n NH a 


X— NU2 + HO—Nui -~ CPG 


X— Nu 2 — O- 


S 
II 

-P— O— Nui ' 


' CPG (II) 


(2) +NH 2 (CH 2 )NH— Y 
* S 

1! 

x— Nu 2 — o— p — o — Nui — cpg an) 


NH(CH 2 )»NH — Y 


Nu„... Nq 2 — O 


O— Nu,~~CPG (IV) 


NH(CH 2 ) fl NH— Y 


© 


Nu„... Nu 2 — O— P— O— Nui (V) 
NH(CH 2 )„NH 2 

In Step 1 of the three methods above, initial coupling of 
two nucleotides (designated Nuj and Nu 2 ) is carried out 
using H-phosphonate chemistry. Generally, Nu x is bound to 
a solid support, such as CPG, and terminates in a dimethox- 
ytrityl residue (designated (I)). As a result, a support-bound 
dinucleoside H-phosphonate (H) is produced. 

In Step 2, the support-bound dinucleoside H-phosphonate 
(II) is subsequently oxidized by being combined with an 
appropriately protected diamine or amino alcohol, in the 
presence of a suitable solvent, resulting in formation of a 
phosphoramidate, phosphotriester, or phosphorothioamidate 
internucleoside linkage and linking of the protected diamine 
or aminoalcohol, to the dinucleoside through the unpro- , 
tected amino group of the diamine or amino alcohol. The 
resulting product is designated (m). 


Then, in Step 3, the dimethoxytrityl residue present on the 
unbound end of (I) is removed and the remaining nucle- 
otides (e.g., Nu 3 , Nu 4 , and so on up to Nu„) of the desired 
oligonucleotide to be produced are covalently added at the 
now free end, using phosphoramidite, H-phosphonate, or 
some other chemistry, producing a support-bound oligo- 
nucleotide (IV) which includes the phosphoramidate, phos- 
photriester, or phosphorothioamidate linkage produced in 
Step 2, 

In Step 4, the protecting group "Y" present on the diamine 
is removed and the compound is removed from the solid 
support. This results in production of an unbound function- 
alized oligonucleotide (V) (i.e., an aminoaliphatic oligomer 
or an oligonucleotide having a desired nucleotide sequence 
and an alkylamino group present at the selected internucleo- 
side phosphate(s) as a phosphoramidate, phosphotriester, or 
phosphorothioamidate. 

In Step 5, the unbound functionalized oligonucleotide is 
reacted with an appropriate form of a non-radioactive mate- 
rial, which becomes bound to the amino group and serves as 
a label or reporter group on the oligonucleotide. This results 
in production of an oligonucleotide labelled site specifically 
with a non-radioactive material. The non-radioactive mate- 
rial can be a fluorophore, chemOuminescent tag, spin label, 
enzyme, chelator, heterocyclic molecule, protein, lipid, drug 
derivative, antigen, an intercalator, or other organic or 
inorganic moiety. 

It is possible, using the present method, to produce 
oligonucleotides of desired sequence which are labelled 
internally at one or more nucleosides. The oligonucleotide 
backbone can be unmodified (e.g., as it occurs in nature, i.e., 
phosphodiester) or modified (e.g., amidate, alkylphosphate, 
phosphothioate, phosphodithioate, phosphate ester, phos- 
photriester, carbamate, carboxy methyl ester, or carbonate 
acetamidate containing backbones). The label present at two 
or more sites can be the same (e.g., biotin) or different, and 
can be present at as many sites as desired. As described in 
the EXAMPLES below, an oligomer of any sequence can be 
produced, functionalized at a selected site or sites, and 
labelled at the site(s) with a non-radioactive material. 

In the above description of the present method, two single 
nucleotides (designated Nu! and Nu 2 ) are initially joined 
using H-phosphonate chemistry and the resulting oligo- 
nucleotide is functionalized at the internucleoside phosphate 
linkage formed between Nu 2 and Nu 2 . However, any num- 
ber of nucleotides can be joined, using art-recognized tech- 
niques such as H-phosphonate chemistry, before modifica- 
tion of a selected internucleoside phosphate linkage is 
carried out. 

For example, a 5mer, 17mer, 25mer, and 50mer function- 
alized at a single internal site, at two internal sites, at three 
contiguous or non-contiguous internal sites, and at multiple 
non-contiguous and contiguous sites can be produced by the 
method of the invention. Using H-phosphonate chemistry, 
for example, an internal nucleotide 1 (e.g., a support-bound 
nucleotide such as Nu^ can be added to, resulting in 
production of a longer sequence (e.g., Nu 1Q Nu 9 . . . Nuj). 
The longer sequence can then be functionalized by the 
method described above, resulting in production of a func- 
tionalized oligonucleotide (e.g., Nu 10 4^Nu 9 . . . Nu x , in 
which the internucleoside phosphate linkage between Nu 9 
and Nu 10 is modified). The modified oligonucleotide can 
then be further elongated by addition of selected nucleotides 
to produce a modified oligonucleotide of desired sequence 
(e.g., Nu„ . . . Nu 10 , lNu 9 . . . NuJ. 

The protecting group present can be removed as described 
above. Alternatively, the functionalized oligonucleotide ini- 
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tially produced can be extended (by addition of selected 
nucleotides), and one or more additional internucleoside 
phosphate linkages can be modified, thereby producing a 
functionalized oligonucleotide which has two or more sites 
at which non-radioactive material can be added. 

Protecting groups other than trifluoroacetyl ( — CO — 
CF 3 ), as described above, can also be used to protect the 
diamine or amino alcohol. Other base labile protecting 
groups, such as FMOC and TBOC, may also be used. The 
linker present between the two amino groups in the diamine 
used can be of any suitable length (e.g., — (CH 2 ) 2 — to 
— (CH 2 )„ — ), preferably from about 2 to about 6 carbon 
atoms; the length used in a particular case can be determined 
empirically. The diamine can be branched or unbranched 
and bi-functional or multifunctional. 

Assessment of the functionalized oligomers made by the 
method of the invention can be carried out, for example, by 
analytical high performance liquid chromatography 
(HPLC), reversed phase HPLC, and nigh performance cap- 
illary electrophoresis (HPCE). 

The following examples illustrate the preferred modes of 
making and practicing the present invention, but are not 
meant to limit the scope of the invention since alternative 
methods may be utilized to obtain similar results. 

EXAMPLES 

1 . Preparation of Oxidizing Agents 

N-l -trifluoroacetylhexanediamine, 
(CF 3 CONH(CH 2 ) 6 NH 2 ) is prepared by adding ethyltrifluo- 
roacetate (1.2 ml, 10 mraol) dropwise over one hour to a 
stirred mixture of hexanediamine (1.16 g; 10 mmol) and 
triemylamine (1 ml; 7 mmol) in 20 ml methanol. The 
solution is stirred overnight. After removal of solvents, the 
reaction mixture is flash chromatographed on silica using 


romethane. The fractions containing the desired product are 
pooled and concentrated to give a colorless product 

N- 1 -trifluoroacetylpropyldiamine (CFCONH(CH 2 ) 3 NH2) 
is prepared by adding ethyltrifluoroacetate (1.2 ml, 10 
mmol) dropwise over one hour to a stirred mixture of 
1,3-diaminopropane (0.74 g; 10 mmol) and triethylamine (1 
ml; 7 mmol) in 20 ml methanol. The solution is stirred 
overnight. After removal of solvents, the reaction mixture is 
flash chromatographed on silica using 0-25% methanol in 
dichloromethane. The fractions containing the desired prod- 
uct are pooled and concentrated to give a colorless product. 

N- 1 -trifluoroacetylbutyldiamine (CFCONH(CH 2 ) 4 NH 2 ) 
is prepared by adding ethyltrifluoroacetate (1.2 ml, 10 mmol 
) dropwise over one hour to a stirred mixture of 1,4- 
diaminobutane (0.88 g; 10 mmol) and triethylamine (1 ml; 
7 mmol) in 20 ml methanol. The solution is stirred over- 
night. After removal of solvents, the reaction mixture is flash 
chromatographed on silica using 0-25% methanol in dichlo- 
romethane. The fractions containing the desired product are 
pooled and concentrated to give a colorless product. 

N- 1 -trifluoroacetylpentanediamine 
(CFCONH(CH2) s NH 3 ) is prepared by adding ethyltrifluo- 
roacetate (1.2 ml, 10 mmol) dropwise over one hour to a 
stirred mixture of 1,5-diaminopentane (1.02 g; 10 mmol) 
and triethylamine (1 ml; 7 mmol) in 20 ml methanol. The 
solution is stirred overnight. After removal of solvents, the 
reaction mixture is flash chromatographed on silica using 
0-25% methanol in dichloromethane. The fractions contain- 
ing the desired product are pooled and concentrated to give 
a colorless product. 

2. Preparation of Oligonucleotides to be Functionalized 

Three 5mers, three 17mers, three 25mers, and three 
50mers, each having a different nucleotide sequence, are 
prepared using H-phosphonate chemistry as described in 
Uhlmann et al. (Chem. Rev. (1990) 90:534-583). These 
oligomers are listed in TABLE 1. 


TABLE 1 


5EQ ID 

SEQUENCE 

NO: 

AAATG 

1 

CGGCA 

2 

UGCCA 

3 

GTAAAACGACGGCCAGT 

4 

GTATTCAAAGGAGTACC 

5 

GAGCAUCACGGUGAGCG 

6 

CTCTCGCACCCATCTCTCTCCTTCT 

1 

GAATGACTGATTGAGTGACTGAATG 

8 

CAGUGACUGACUGAGCGACUGAACU 

9 

CGATGCGTAGGCCTAGAACTGGACTTACACTGGGATGCAAGTCAGCTGAT 

10 

TCAGTCGAGAGCTCGAGCTCGAGCGCTAGCGATGCAGTGCGATCGATAGC 

11 

AGCGCACUAGGCAAGUCCGCGAGAUCCACGAGCCAAUACGGACUCGCAGA 

12 


0-25% methanol in dichloromethane. The fractions contain- 
ing the desired product are pooled and concentrated to give 
a colorless powder (1.1 gm, yield-42.6%); melting point 52° 
C; l H NMR (CDC1 3 , d, TMS=) .00) 7.1-7.2 (m, 3H, NH^ 
NH) 3.2-3.3 (m, 2H, CO— NH— CH 2 ), 2.8-2.9 (m 2 H, 
CH 2 — NH 2 ) 1.2-1.6 (m, 8H.—CH— (CH 2 ) 2 — CH 2 — ). 

N- 1-trifluoroacetylethyldiamine (CF 3 CONH(CH 2 ) 2 NH 2 
is prepared by adding ethyltrifluoroacetate (1.2 ml, 10 
mmol) dropwise over one hour to a stirred mixture of 
ethylenediamine (0.6 g; 10 mmol) and triethylamine (1 ml; 
7 mmol) in 20 ml methanol. The solution is stirred over- 
night. After removal of solvents, the reaction mixture is flash 
chromatographed on silica using 0-25% methanol in dichlo- 


These same oligomers are also prepared with, in addition 
55 to the aminoalkyltriester, arninoalkylphosphoramidate, and/ 
or anrinoalkylphosphoroltaoamidate linkages, at least one 
nonfunctionalized, nonphosphodiester internucleotide link- 
ages including a phosphorothioate, phosphorodithioate, 
phosphoramidate, alkylphosphonate, alkylphosphorothio- 
60 ate, and carbamate linkages at selected positions using the 
procedures described in Uhlmann et al. Chem. Rev. (1990) 
90:534-583). 
03. Functionalization 
65 The following steps are carried out to produce a non- 
radioactively labelled oligonucleotide with a functionalized 
phosphoramidate: 


9 
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G + HO— T-wCPG 


5>- 


DMTrO— G— O — P — O — T -~ CPG 
H 

@| +NH 2 (CH 2 )eNHCOCF3 


O 
II 

DMTrO— G— O— P—O— T — CPG 
NH(CH2) 6 NHCOCF 3 


GTAAAACGACGGCCAG — O — P — O — T ~~ CPG 
NH(CH 2 ) 6 NHCOCF 


(3) aqueous a 


(m) 


(IV) 


0=F— NH(CH 2 ) fi NH 2 
O 

present at the desired intemucleoside phosphate linkage(s). 
5. The unbound modified oligonucleotide with the ami- 
noalkylphosphoramidate residue is reacted with a non- 
radioactive material, such as biotin, fluorescein or 
rhodarnine in appropriate form (e.g., N-hydroxysuccin- 
imide ester of biotin, N-caproyI amidobiotin, fluoro- 
phore isothiocyanates), which becomes bound to the 
amino group of the aminoalkylphosphorarnidate inter- 
nucleoside linkage. 
Alternatively, the following steps are carried out to pro- 
duce a non-radioactively labelled oligonucleotide with a 
functionalized aminoalkylphosphotriester: 

METHOD 2 


G+HO— T — CPG 


CD 


> 


GTAAAACGACGGCCAG— O— P—O— T 
I 

NH(CH 2 ) 6 NH 2 


(V) 


1. Initially, thymidine (T) (Nu,) and protected deoxygua- 
nosine H-phosphonate (G) (Nu 2 ) (I) are coupled using 30 
art-recognized H-phosphonate chemistry, resulting in 
production of a support-bound dinucleoside H-phos- 
phonate (IT). 

2. The support-bound dinucleoside H-phosphonate (H) is 35 
oxidized using 4% N-l-trifiuoroacetyldiaminohexane 
(NH 2 (CH2) 6 NH— CO— CF 3 ) in carbon tetrachloride- 
dioxane (8:2, volume/volume) for 30 minutes, resulting 

in formation of a phosphoramidate intemucleoside 40 
linkage between Nu 2 and Nu, (III). In other tests, 
oxidation is carried out using CFgCONH^H^NH^ 
CF 3 CONH(CH 2 ) 3 NH 2 , CF 3 CONH(CH 2 ) 4 NH 2s or 
CF 3 CONH (CH 2 ) 5 NH 2 , in anhydrous carbon tetrachlo- 
ride. 45 

3. The remainder of the nucleotide sequence of the 
oligonucleotide is produced in a two-step procedure in 
which the dimethoxytrityl residue [DMTr] is removed 
from the guanidine nucleotide now bound to the solid 50 
support (Nu 2 in the reaction scheme above) and the 
desired nucleotides A (Nu 3 ), C (Nu 4 ), C(Nu 5 ) and so on 
up to G (Nu 17 ) (SEQ ID NO:4) are added stepwise (i.e., 

to the now free end of the dinucleoside which, for 55 
convenience, can be referred to as the 5' end using 
phosphoramidite or H-phosphonate chemistry resulting 
in molecule (IV). 

4. The protecting group (CO — CF 3 ) present on 
NH(CH 2 ) 6 NI I_CO— CF, is removed during depro- 60 
tection of oligonucleotides in aqueous ammonia for 6 
hours at 55° C, resulting in production of a function- 
alized oligonucleotide (V) (in which the previously 
protected amino group is unprotected) of the desired 65 
sequence, in which there is an airunoalkylphosphora- 
midate residue of the formula: 


DMTrO— G — O— P — O— T~~ CPG 
I 

H 

©| +HO(CH 2 ) 6 NHCOCF 3 

O 
It 

DMTiO— G— O— P— O— T~CPG 
I 

0(CH 2 ) 6 NHCOCF 3 


<n) 


(EI) 


O 
II 

GTAAAACGACGGCCAG— O— P—O— T~ CPG 
I 

0(CH 2 )6NHCOCF 


<3> 


GTAAAACGACGGCCAG— O— P—O— T (V) 
0(CH 2 )6NH 2 

1. Initially, T (Nu^ and G (Nu,) are coupled as described 
in Uhlmann et al. {Chem. Rev. (1990) 90:551-552). 

2. Oxidation is carried out using a protected amino 
alcohol such as FMOC— NH(CH 2 ) 2 OH, FMOC— 
NH(CH 2 ) 3 OH, FMOC— NH(CH 2 ) 4 OH, FMOC— 
NH(CH 2 ) 5 OH, or N-l-fluoroenylmethyoxcarbony- 
lamino-hexanol (pentanol) (FMOC— NH(CH 2 ) 6 OH) in 
the presence of N-methylirmdazole-triethylarnine-car- 
bontetrachloride, resulting in the formation of a phos- 
photriester linkage between G and T. 

3. The remainder of the nucleotide sequence of the 
oligonucleotide is covalently added using phosphora- 
midite, H-phosphonate, or methylphosphonoamidite 
chemistry as described by copending patent application 
entitled "METHOD OF SYNTHESIZING OLIGO- 
NUCLEOTIDES AND THEIR ANALOGS ADAPT- 
ABLE TO LARGE SCALE SYNTHESIS" (Ser. No. 
07/334,679) and Uhlmann et al. (1990) Chem. Rev. 
90:534-583). 

4. After the oligonucleotide is produced, the protecting 
group on the primary aliphatic amino alcohol is 
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removed, resulting in the production of functionalized 
oligonucleotide in which there is an aminoalkylphos- 
photriester residue present at the desired internucleo- 
side phosphotriester linkage(s). 
5. The unbound modified oligonucleotide with the ami- 
noalkylphosphotriester residue in then reacted with 
biotin, fluorescein, rhodamine, or derivatives thereof, 
or with any other non-radioactive labels capable of 
being bound to the amino group of the residue. 
To prepare an oligonucleotide with a functionalized ami- 

noalkylphosphorothioamidate, the method is carried out as 

follows: 


(I) 


G + HO— T CPG - -- - ^> 


CD - 


DMTrO— G— O— P — O— T — 
I 

H 

©I +NH 2 (CH 2 )6NHCOCF3 


01) 


S 
II 

DMTrO— G— O— P — O— T~~CPG 


NH(CH 2 )6NHCOCF 3 


GTAAAACGACGGCCAG — O — P— O — T ~ CPG 


(IV) 


NH(CH 2 ) e NIICOCF< 
(3) aqueous ammonia 


GTAAAACGACGGCCAG— O- 


■P — O — T 
I 

NH(CH 2 ) 6 NH 2 


(V) 


12 

which the dimethoxytrityl residue [DMTr] is removed 
from the guanidine nucleotide now bound to the solid 
support (Nu 2 in the reaction scheme above) and the 
desired nucleotides A (Nu 3 ), C (Nu 4 ), C(Nu s ) and so on 
up to G (Nu 7 ) (SEQ ID NO:4) are added stepwise (i. e., 
to the now free end of the dinucleoside which, for 
convenience, can be referred to as the 5' end using 
phosphoramidite or H-phosphonate chemistry resulting 
in molecule (IV). 
. The protecting group (CO — CF 3 ) present on 
NH(CH 2 ) 6 NH— CO— CF 3 is removed during depro- 
tection of oligonucleotides in aqueous ammonia for 6 
hours at 55° C, resulting in production of a function- 
alized oligonucleotide (V) (in which the previously 
protected amino group is unprotected) of the desired 
sequence, in which there is an arninoalkylphospho- 
rothioamidate residue of the formula: 


o 
I 

s=p- 
I 

o 


NH(CH 2 )6NH 2 


30 


25 present at the desired intemucleoside phosphate linkage(s). 
5. The unbound modified oligonucleotide with the ami- 
noalkylphosphorothioamidate residue is reacted with a 
non-radioactive material, such as biotin, fluorescein or 
rho damin e in appropriate form (e.g., N-hydroxysuccin- 
imide ester of biotin, N-caproyl amidobiotin, fluoro- 
phore isothiocyanates), which becomes bound to the 
amino group of the aminoalkylphosphonothioate inter- 
nucleoside linkage. 
Other functionalized oligomers with 5, 17, 25, and 50 
nucleotides are also prepared. All of these oligonucleotides 
are listed in TABLES 2A-2D below, where "i" indicates the 
position of the functionalized residue. 


35 


40 


1. Initially, thymidine (Nu^ and guanidine (Nu^) (I) are 
coupled using art-recognized H-phosphonate chemis- 
try, resulting in production of a support-bound 
dinucleoside H-phosphonate (II). 

2. The support-bound dinucleoside H-phosphonate (II) is 45 
oxidized using 4% N-l-trifluoroacetyldiaminohexane 
(NH(CH 2 ) 6 NH — CO — CF 3 ) in carbon tetrachloride- 
dioxane (8:2, volume/volume) for 30 minutes, resulting 

in formation of a phosphonothioate intemucleoside 
linkage between Nu 2 and Nu x (III). In other tests, 50 
oxidation is carried out using CF 3 CONH(CH 2 ) 2 NH 2 , 
CF 3 CONH(CH 2 ) 3 NH 2 , CF 3 CONH(CH 2 ) 4 NH 2 , or 
CF 3 CONH(CH2) 5 NH 2 in anhydrous carbon tetrachlo- 
ride. 

3. The remainder of the nucleotide sequence of the 55 
oligonucleotide is produced in a two-step procedure in 


TABLE 2A 



SEQ ID 

OLIGOMER # 

SEQUENCE 

NO: 


AAATG 


2 

aaa-'tg 


3 

A^AATG 


4 

AA^AT^G 


5 

A^A^G 


6 

CGGCA 

2 

7 

CGG-'-CA 

2 

8 

C^GGCA 

2 

9 

CG^CA 

2 

10 


2 

11 

UGCCA 

3 

12 

UGC^CA 

3 

13 

U A GCCA 

3 

14 

UG^CC^A 

3 

15 

U 4. G J, C 1 C A A 

3 


TABLE 2B 

SEQ ID 


OLIGOMER # SEQUENCE NO: 


16 GTAAAACGACGGCCAGT 4 

17 GTAAAACGACGGCCAG^ 4 

18 GTAAAACG^ACGGCCAGT 4 

19 GTAAAACGACGGCCAG^ 4 

20 G J T' l A- L A a A i A i C A G A A i C i G A G- l C x C a A- L G- l T 4 
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TABLE 2B-continued 



SEQ ID 

OLIGOMER # 

SEQUENCE 

NO: 

21 

GTATT CAA AGGA GTACC 

5 

22 

GTATT C A A AGGA GTAC^C 

5 

23 

GTATTCAA^A^GGAGTACC 

5 

24 

G- t TATTCA i AAGGA J -GTAC i C 

5 

25 

G 4 T i A ^ T J T 4. c i A 4. A J. A J. G i G J, A 4. G a T 4- A i c l c 

5 

26 

GAGCAUCACGGUGAGCG 

6 

27 

GAGCAUCACGGUGAGC^G 

6 

28 

GAGCAUCA^GGUGAGCG 

6 

29 

G^AGCA^UCACGGUG^AGC^G 

6 

30 

G 4 A i G i c i A x u a c 4. A i c 4. G -L G i u 4 G 4 A 4 G i. c i G 

6 

TABLE 2C 

OLIGOMER # 

SEQUENCE 



SEQ ID 
NO: 


31 CrCTCGCACCCATCTCTCTCCTTCT 

32 CTCTCGCACCCATCTCTCTCCTTC^T 

33 CTCrCGCACCC^A^^CTCTCTCCTTCT 

34 Cr i CTCGCACCCAT A C" l TCTCTCCTT J -CT 

35 C- i T J C^C^ 4 C A A i C A C i C i A^C^ A C^ J -C- 1 T i C i C 1 T a T x C J T 

36 GAATGACTGATTGAGTGACTGAATG 

37 G AATGACTGATT GAGT GACTG AAT^G 

38 GAATGACTGA^T^TGAGTGACTGAATG 

39 GAATGAJ-CTGA-h^TGAGTGAC^GAAT^G 

40 G x A 4 A- L T J -G^A J -C J T i G J 'A x T A T t G- l A- l 'G a T 4 -G- t A 4 'C 1 T i G i A- t A^r J 'G 

41 CAGUGACUGACUGAGCGACUGAACU 

42 CA^GUGACUGACUGAGCGACUGAACU 

43 CAGUGACUGA x C J 'UGAGCGACU i GAACU 

44 CA J 'GUG J -ACU J -GACUGAGC- L G J 'ACUGAA 4 -CU 

45 C J -A- L G x U- l G x A J -C i U J -G- l -A i C- l U i G i A x G i C 1 G i A 4 C J 'U a G i A 4 'A J t: J -U 


TABLE 2D 


OLIGO 
MER # 


SEQUENCE 


48 
49 
50 


52 
53 
54 
55 

56 
57 
58 
59 
60 


CGATGCGTAGGCCTAGAACTGGACTTACACTGGGATGCAAGTCAGCTGAT 

CG^ATGCGTAGGCCTAGAACTGGACTTACACTGGGATGCAAGTCAGCTGAT 

C x GATGCGTAG 1 GCCTAGAACTGGACT- l TA i CACTGGGATGCAAGTCAGCTGAT 

CG i ATG i CGTAGGCCTAGA x ACT i G a GACTTACACTGGGATGCA J -AG i TCAGCTGAT 

C A G i A^ x G 4 C l G^A 4 G 4 G A C a C x r l -A- L G i A x A i C J T 4 G i G- L A i C- u r 4 T 4 A 4 -C 4 -A i C i T i G- l G i G x 
A 4 T i G J. C j. A j. A x G 4 T i c 4. A a G i c a T i G 4 A a T 

TCAGTCGAGAGCTCGAGCTCGAGCGCTAGCGATGCAGTGCGATCGATAGC 

T^C AGTCG AG AG CTCG AGCTCG AGCGCTAG CG AT GC AGTGCG ATCG ATAGC 

TCAGTCGAGAGCTCGAGCrCGAGCGCTAGC^G^A^TGC^AGTGCGATCGATAGC 

TCAG x TCGAGAGC x TCGAGCTCGAGCGC i T J 'AGCGAT J -GCAGTGCG 4 -ATCGATAGC 

T^A*Q*r*C^A^A'kj*C J T*C^ 

C i A 4 'G- 1 T i G- l C 1 G i -A J T J -C x G 4 'A- l T 4 A- L G- l C 

AGCGCACUAGGCAAGUCCGCGAGAUCCACGAGCCAAUACGGACUCGCAGA 
AGCGCACUAGGCAAGUCCGCGAGAUCCACGAGCCAAUACGGACUCGCA^GA 
AGCGC ACU AGGC AAGUC^C^G^C G AG AUCCACGAGCCAAU ACGGACUCG C AG A 
AGC^GCACUAGGCAA ^GUCCGCGAGAUCCACGAGC^CAAUACGGA^C^UCGCAGA 

A-tojc^cjA^u^A^^A^ 

c i A i A J. u 4- A 4 c a- G 4 G 4 A 4 c i u i c i G i c i A i G 4. A ^ 


10 
10 
10 

1 
1 


12 
12 
12 


4. Characterization of the Functionalized Oligomers 
Assessment of the oligomers is carried out by analytical 
ion exchange high pressure liquid chromatography (HPLC). 
For example, when oligomer 17 (SEQ ID NO:4) is analyzed, 
a major peak is seen eluting earlier than that of a similar but 60 
unfunctionalized oligomer (oligomer 16, (TABLE 2) SEQ 
ID NO:4) with the same gradient (FIGS. 1A and IB), 
confirming that in the oligomer 17, one of the internucleo- 
side linkages is a phosphoramidate linkage, which is non- 
ionic at phosphorous. Oligomers 18 and 19 (both SEQ ID 65 
NO:4) which are functionalized at different sites, also show 
a HPLC profile similar to that of oligomer 17. Oligomer 19, 


which is functionalized at two sites, elutes even earlier (FIG. 
1A, chromatograph (c)). 

When ion exchange HPLC purified oligomer 17 is ana- 
lyzed by reversed phase HPLC, it gives a doublet peak in 
ratio of 1:2 (FIG. 1A, chromatograph (e)) compared to 
oligomer 16 (FIG. 1A, chromatograph (d)). These results are 
due to the diastereoisomeric nature of phosphoramidate 
internucleoside linkage. Similarly, oligomer 19 elutes as a 
broad peak because of two such diastereoisomeric linkages 
(FIG. IF). Both oligomers 17 and 19 have retention times 
longer than that of oligomer 16 because of the hydrophobic 
nature of the alkyl chain present in oligomers 17 and 19. 
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Reaction of the oligomers is carried out with biotin otides of any sequence and intermicleotide linkage at one or 

N-hydroxysuccinimide using reported conditions (Agrawal more specified sites, 
et al. (1986) Nucl. Acid Res. 14:6227-6245). For example, 

the reaction mixture after gel filtration (Sephadex G-25) of EQUIVALENTS 

oligomer 6 shows two new peaks of the diastereomeric 5 * 

biotin adducts (FIG. 2A, chromatograph (b)). Similarly, Those skilled in the art will recognize, or be able to 

reaction of oligomer (15) gives a broad peak as a doublet ascertain, using no more than routine experimentation, 

eluting later than the unreacted material (FIG. 2B, chro- numerous equivalents to the specific substances and proce- 

matographs (c) and (d). dures described herein. Such equivalents are considered to 

Thus, the method described herein provides a way for 10 be within the scope of this invention, and are covered by the 

functionalizing DNA and/or RNA containing oligonucle- following claims. 

SEQUENCE LISTING 

( 1 ) GENERAL INFORMATION: 

( i i i ) NUMBER OF SEQUENCES: 12 

( 2 ) INFORMATION FOR SEQ ID NO:l: 

( i ) SEQUENCE CHARACTERISTICS: 
( A ) LENGTH: 5 base pairs 
( B ) TYPE: nucleic acid 
( C ) 5TRANDEDNE S S r single 
( D ) TOPOLOGY: linear 

( i i ) MOLECULE TYPE: cDNA 

( i i i ) HYPOTHETICAL: NO 

( i v ) ANTI-SENSE: YES 

( x i ) SEQUENCE DESCRIPTION: SEQ ID NO:l: 
AAATG 5 

( 2 ) INFORMATION FOR SEQ ID NO:2: 

( i ) SEQUENCE CHARACTERISTICS: 
( A ) LENGTH: 5 base pairs 
( B ) TYPE: nucleic acid 
( C ) STRANDED NESS: single 
( D ) TOPOLOGY: linear 

( i i ) MOLECULE TYPE: cDNA 

( i i i ) HYPOTHETICAL: NO 

( i v ) ANTI-SENSE: YES 

( x i ) SEQUENCE DESCRIPTION: SEQ ID NO:2: 
CGGCA 5 

( 2 ) INFORMATION FOR SEQ ID NO:3: 

( i ) SEQUENCE CHARACTERISTICS: 
C A ) LENGTH: 5 base pairs 
( B ) TYPE; nucleic acid 
( C ) STRANDEDNESS: single 
( D ) TOPOLOGY: linear 

( i i ) MOLECULE TYPE: mRNA 

( i i i ) HYPOTHETICAL: NO 

( i v ) ANTI-SENSE: YES 

( x i ) SEQUENCE DESCRIPTION ; SEQ ID NO:3: 
UGCCA 5 


( 2 ) INFORMATION FOR SEQ ID NO:4: 
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-continued 


( i ) SEQUENCE CHARACTERISTICS: 
( A ) LENGTH: 17 base pairs 
( B ) TYPE: nucleic add 
( C ) STRANDEDNES S : single 
( D ) TOPOLOGY: linear 

( i i ) MOLECULE TYPE: cDNA 

( i i i ) HYPOTHETICAL: NO 

{ i v ) ANTI-SENSE: YES 

( x i ) SEQUENCE DESCRIPTION: SEQ ID NO:4; 
GTAAAACGAC GGCCAGT 


( 2 ) INFORMATION FOR SEQ ID NO:5: 

( i ) SEQUENCE CHARACTERISTICS : 
( A ) LENGTH: 17 base pairs 
( B } TYPE: nucleic acid 
C C ) STRANDED NES S: single 
( D ) TOPOLOGY: linear 

( i i ) MOLECULE TYPE: cDNA 

( i 5 i ) HYPOTHETICAL: NO 

( i v ) ANTI-SENSE: YES 

< x i ) SEQUENCE DESCRIPTION: SEQ ID NO:5: 
GTATTCAAAG GAGTACC 


( 2 ) INFORMATION FOR SEQ ID NO:6: 

( i ) SEQUENCE CHARACTERISTICS: 
( A ) LENGTH: 17 base pairs 
( B ) TYPE: nucleic acid 
( C ) STRANDEDNESS: single 
( D ) TOPOLOGY: linear 

(it) MOLECULE TYPE: roRNA 

( i i i ) HYPOTHETICAL: NO 

( i v ) ANTI-SENSE: YES 

( x i ) SEQUENCE DESCRIPTION: SEQ ID NO:6: 
GAGCAUCACG GUGAGCG 


( 2 ) INFORMATION FOR SEQ ID NO:7: 

( i ) SEQUENCE CHARACTERISTICS: 
( A ) LENGTH: 25 base pairs 
( B ) TYPE: nucleic acid 
( C ) STRANDED NESS : single 
( D > TOPOLOGY: linear 

( i i ) MOLECULE TYPE: cDNA 

( i i i ) HYPOTHETICAL: NO 

( i v ) ANTI-SENSE: YES 

( x i ) SEQUENCE DESCRIPTION: SEQ ID NO:7: 
CTCTCGCACC CATCTCTCTC CTTCT 


( 2 ) INFORMATION FOR SEQ ID NO:8: 


( i ) SEQUENCE CHARACTERISTICS : 
( A ) LENGTH: 25 base pairs 
( B ) TYPE: nucleic acid 
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( C ) STRANDEDNESS: single 
( D ) TOPOLOGY: linear 

( i i ) MOLECULE TYPE: cDNA 

( i i i ) HYPOTHETICAL: NO 

( i v ) ANTI-SENSE: YES 

( x 5 ) SEQUENCE DESCRIPTION: SEQ ID NO:8: 
GAATGACTGA TTGAGTGACT GAATG 25 


( 2 ) INFORMATION FOR SEQ ID NO:9: 

( i ) SEQUENCE CHARACTERISTICS: 
( A ) LENGTH: 25 base pairs 
( B ) TYPE: nucleic acid 
( C ) STRANDEDNESS: single 
( D ) TOPOLOGY, linear 

( i i ) MOLECULE TYPE: mRNA 

( i i i ) HYPOTHETICAL: NO 

C i v ) ANTI-SENSE: YES 

Cxi) SEQUENCE DESCRIPTION: SEQ ID NO:9: 
CAGUGACUGA CUGAGCGACU GAACU 25 


( 2 ) INFORMATION FOR SEQ ID NO: 10: 

( i ) SEQUENCE CHARACTERISTICS: 
( A ) LENGTH: 50 base pairs 
C B ) TYPE: nucleic acid 
C C ) STRANDEDNESS: single 
C D ) TOPOLOGY: linear 

( i i ) MOLECULE TYPE: cDNA 

( i i i ) HYPOTHETICAL: NO 

Civ) ANTI-SENSE: YES 

Cxi) SEQUENCE DESCRIPTION: SEQ ED NO: 10: 
CGATGCGTAG GCCTAGAACT GGACTTACAC TGGGATGCAA GTCAGCTGAT 50 


( 2 ) INFORMATION FOR SEQ ID NO: 11: 

{ i ) SEQUENCE CHARACTERISTICS: 
( A ) LENGTH: 50 base pairs 
( B ) TYPE: nucleic acid 
( C ) STRANDEDNESS: single 
( D ) TOPOLOGY: linear 

( i i ) MOLECULE TYPE: cDNA 

( i i i ) HYPOTHETICAL: YES 

( i v ) ANTI-SENSE: YES 

( x i ) SEQUENCE DESCRIPTION: SEQ ID NO:ll: 
TCAGTCGAGA GCTCGAGCTC GAGCGCTAGC GATGCAGTGC GATCGATAGC 50 


( 2 ) INFORMATION FOR SEQ ID NO: 12: 

( i ) SEQUENCE CHARACTERISTICS: 
( A ) LENGTH: 50 base pairs 
( B ) TYPE: nucleic acid 
( C } STRANDEDNESS: single 
( D ) TOPOLOGY: linear 


( i i ) MOLECULE TYPE: mRNA 
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( i i i ) HYPOTHETICAL: NO 
( i v ) ANTI-SENSE: YES 

( x i ) SEQUENCE DESCRIPTION: SEQ ID NO:12: 
AGCGCACUAG GCAAGUCCGC GAGAUCCACG AGC CAAUACG GACUCGCAGA 50 

10 

What is claimed is: wherein n is 2 to 6, and Nuj and Nu 2 are those nucleosides 

1. A compound consisting of a range of five to fifty 
covalently linked nucleosides wherein at least one linkage adjacent said residue. 

between the nucleosides is through an aminoalkylphospho- 2. The compound according to claim 1, wherein the 

triester residue having the structure: 15 

nucleosides are selected from the group consisting of 

jj* adenosine, thymidine, cytidine, guanoside, and uridine. 

— Nu 2 — o— P— O—Nui — 

0(CH 2 ) n NH 2 20 ***** 


